. Representative polylketides produced by synthases harboring redox-inactive KR 0 domains. nanchangmycin synthase (Sun et al) 1 ; monensin synthase (Oliynyk et al) 3 ; nigericin synthase (Harvey et al) 3 ; salinomycin synthase (Jiang et al, Yurkovich et al) 4.5 .
Materials

Isopropylthio-β-D-galactopyranoside (IPTG), ampicillin, kanamycin, and Phusion Flash
High-Fidelity PCR Master Mix were purchased from Thermo Scientific. All other chemical reagents were purchased from Sigma-Aldrich and utilized without further purification. DNA primers were synthesized by Integrated DNA Technologies.
Competent E. coli 5-alpha and BL21(DE3) cloning and expression strains were purchased from New England Biolabs Inc (NEB). Restriction enzymes and T4 DNA ligase were purchased from NEB and used according to the manufacturer's specifications. Amicon Ultra Centrifugal Filter Units (Amicon Ultra-15 and Amicon Ultra-4, 30,000 MWCO) were purchased from Millipore. Pre-charged 5 mL HisTrap TM FF columns were purchased from GE Healthcare Life Sciences. The construction and sequence information of plasmid containing DNA encoding EryKR1 protein was previously described. Recombinant EryACP6, EryKR1, EryKR6, TylKR1, and Sfp were each expressed and purified as previously described. [6] [7] [8] [9] The expression vector for PicKR3 0 , which has been previously described, was expressed in E. coli BL21(DE3) and purified using the same protocols used for EryKR1. 10 The ACP-bound substrate Methods. General methods were as previously described. (Table S2 ). out with the same concentrations of enzymes and cofactor as above in a total volume 500 µL, was quenched after 20 min by addition of 200 µL of 0.5 M NaOH, followed by incubation at 65 °C for 20 min., followed by acidification with dil HCl. and extraction with ethyl acetate. After evaporation of the solvent, the residue was dissolved in 100 µL of methanol, followed by addition of TMS-CHN 2 . The derived methyl ester was analyzed by chiral GC-MS as noted above using the previously described column and temperature program ( Figure S6 ). 9, 11 Direct comparison with authentic standards confirmed that the recovered methyl ester was exclusively methyl (2R,3S)-2-methyl-3-hydroxypentanoate. 
